Incorporation
of Serine-3-14C into Sphingolipid by Rat Liver Particulate Sir: Recently, Snell et al. 1,2) and Stoffel et al." demonstrated that the enzyme system prepared from Hansenula ciferri condensed palmitoyl-CoA and serine to produce dihydrosphingosine and sphingosine in the presence of NADPH, and 3-keto-dihydrosphingosine and 3-keto-sphingo sine in the absence of NADPH.
Based on these findings they postulated that the long chain bases, dihydrosphingosine and sphingo sine, would be biosynthesized in this organism via the following scheme:
However, the incorporation of the long chain bases into sphingolipid
has not yet been in and divided into the fractions of free long chain base and of sphingolipid (bound long chain base), both of which were radioactive. The labeled sphingolipid was subjected to hydrol ysis with 1 N HCl in aqueous methanol" or with 1 N KOH in butanol9) to obtain the long chain base fraction from the hydrolysate. As noted in Table I , more than 70,,°c of the initial radioactivity was recovered from the long chain base fraction of the acid hydrol ysate not only in the presence but also in the absence of NADPH.
Meanwhile, the radioactive long chain base fraction of the alkaline hydrolysate was applied to Silica Gel G plate and developed with chloroform-meth anol-2N ammonium hydroxide (40:10:1).1°' After visualization of spots with ninhydrin, the chromatogram was scanned for radioacti vity with a radio thin-layer chromatograph, and also the radioactive spots were printed by means of autoradiography.
As seen in Fig. 1 , the major radioactivity was found in the sphingosine area on the plate and the minor one in the dihydrosphingosine area in the case of the experiment with NADPH, whereas the whole radioactivity was located only in the sphingosine area in the case of the test without NADPH.
The same results were obtained from the radioanalysis of thinlayer chromatogram of the dinitrophenyl de rivatives11) of the respective long chain base.
It is inferred from these findings that sphin gosine, but not dihydrosphingosine, has pre dominantly been incorporated into sphingo lipid under the conditions used. This may suggest that, in the enzyme system of rat liver, sphingosine is formed in larger amount than dihydrosphingosine, and/or the former is incorporated more actively into sphingo lipid than is the latter.
Since sphingosine has been recognized even in the sphingo lipid which was biosynthesized in the ab sence of NADPH, it is conceived that an alternative route, for example, isomerization of 3-keto-dihydrosphingosine, may exist in the animal tissue regarding the formation of sphingosine.
Studies are now in progress on these problems.
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